Horecker (1955) . Measurement of .. true" G.6.P.D. showed that 6.P.G.D. contributed about 25 % of apparent G.6.P.D. activity.
Heparin, sequestrene, or oxalate could be used as anticoagulant without difference in results.
The enzyme was unstable and estimation must be made within 6 hours of taking the specimen.
Enzyme activity of the haemolysate fell to about 30% ofthe original, after 24 hours at 4°C. and to about 50 % of the original, after 24 hours at room temperature.
Samples of Glucose-6-phosphate and Nicotinamide adenine diphosphate were obtained from two British, two American and one German firms. No difference was found using any combination of these reagents.
Red cell stroma inhibited the enzyme activity by about 10% when not removed. Centrifugation for 10 minutes removed all stroma satisfactorily.
The normal range at 25°C. was found to be 127-178 units per 100 mI. red cells for 24 laboratory staff, ages 18-40 years. No difference was found between the sexes. 10 infants in the first two weeks of life had a range of 204-360 units.
When published figures were corrected to 25°C., the range found was lower than that found by Zinkham (1959) and Prankard (1962) but almost the same as found by Pitcher and Williams (1963 The phenol-sulphuric acid colorimetric method of Dubois et al. (1956) , was investigated in order to determine whether the extinction produced with glucose derivatives was equal to that expected on the basis of the stoichiometric glucose content.
In the experiment, I mI. aq. solutions, containing 20-100 !Jog. of the derivative were treated with I mI. of 5 % aq. phenol and 5 mI. of cone, H2S0~were run in from a fast delivery pipette. After mixing and cooling the resulting solutions to room temperature, the extinction was read at 490 mu, in a Unicam SP.6OO spectrophotometer, in 1 em, cells, each sample being read against distilled water. Graphs of extinction against concentration were plotted for each derivative. Beer's law was obeyed in all cases in the range 0-100 fLg., except for amygdalin, where falling off from linearity occurred between 90 and 100 fLg. Association of the amygdalin molecules (M. W. 457) probably started to occur at this concentration. The slopes of the graphs for each derivative, compared to that of D-glucose were used to find the glucose equivalents. Results are shown in Table 1 . Excellent agreement between calculated and found values of glucose equivalents was obtained in all cases.
The method was used to investigate the constitution of an unknown trehalose derivative, prepared by condensing benzaldehyde with trehalose in the presence of anhydrous zinc chloride. This compound, ([1X]2g+ 2 17°in water) , was believed to be 4 : 6, 4' : 6' -dibenzylidene trehalose. The results in Table II indicate this to be true. This method of analysis may be a good indication of the constitution of water soluble glycosides and acetals containing acid hydrolysable groupings. However, due to graphical inexactness it cannot be guaranteed to an accuracy of more than ± 2·5 %.
If all specimens for the estimation of blood sugar are collected by the laboratory staff it is a simple matter to ensure that excessive amounts of fluoride are not added. When, however, a laboratory has to deal with specimens sent from outside, this may be difficult, and a variable and unknown amount of enzyme inhibition may occur, producing falsely low results. We think it is worth reporting observations that we have made, for the benefit of others who may be deterred from using the glucose oxidase method on account of this difficulty.
It is possible to approach the problem either by attempting to remove the fluoride or by using a technique that is relatively insensitive to fluoride. One such technique depends on using high concentrations ofenzymes (Hill and Kessler, 1961) . Another approach is to use formaldehyde as the preservative (Wincey and Marks, 1961) ; but this is not generally suitable when specimens are sent to the laboratory from outside, since it requires quantitative dilution at the time of collection.
Discombe (1963) has recently devised a method, for use with the AutoAnalyzer, in which fluoride is removed with magnesium sulphate. We have attempted to adapt Discombe's procedure to test-tube use, in conjunction with the method of Middleton and Griffiths (1957) . (In order to obtain satisfactory readings, it was necessary to use a larger portion of the deproteinized blood than in the original method (see Table) ; hence our modified procedure was presumably rather more sensitive to the presence of fluoride than was the original.) Measured samples of blood, with and without added fluoride, were diluted with magnesium sulphate solutions ranging in concentration from 4 % to
